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© Method for purifying phage DNA. 



© Disclosed is a method for purifying phage DNA 
r- which can be carried out without centrifugation steps 
< and without use of toxic reagents. In the method of 
^ the invention, a mixture containing microorganism 
O cells and phage is filtered through a membrane filter 
O so as to remove said microorganism cells. Then 
r-' phage proteins are decomposed and denatured. 
CO Thereafter, the resultant is subjected to ultrafiltration 
so as to remove impurities. 
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BACKGROUND 



1. Field of the Invention 

The present invention relates to a method for 
purifying phage DNA. The method of the present 
invention may be used in the field of genetic en- 
gineering. 

It. Description of the Related Art 

Recently, with the progress of the genetic en- 
gineering techniques, nucleic acids are widely puri- 
fied from various cells, viruses and phages. For 
determining base sequences of DNAs carrying ge- 
netic information, it is an important technique to 
replicate single-stranded DNAs by culturing M13 
phage with £. coll Purification of phage DNAs is 
generally carried out in this technique. The widely 
adopted conventional method for purifying phage 
DNAs from tho culture medium comprises the 
steps of removing E. coli cells from the culture 
medium by centrifugation, precipitating the phage 
by treatment with polyethyleneglycol, removing 
proteins by phenol extraction and concentrating 
DNA by ethanol precipitation. 

However, with this conventional method, 
reagents which are toxic to human, such as phenol 
and chloroform must be used. Further, since cen- 
trifugation is necessary in each step, it is difficult to 
automatize the method. For automatizing the pu- 
rification, a method which does not require cen- 
trifugation is desired. 

SUMMARY OF THE INVENTION 



Accordingly, the object of the present invention 
is to provide a process of purifying phage DNAs by 
which phage DNAs may be purified to high purity 
without centrifugation steps and without using 
reagents toxic to human. 

The present inventors intensively studied to 
find that phage DNAs may be purified -o high 
purity by removing /:. coli cells by filtration through 
a memnrane filter, decomposing and denaturing 
the pha^e proleins, -Mid then revii. A/in; i tho proteins 
by ultrafiltration, to complete iht? present invention. 

Thai is, tha present invention provides a meth- 
od for purifying phage DIMAs comprising, in tha 
order mentioned, the steps cr< lining i fixture 
txntainisiCj microorganism roils -i» on^io hrouiih 
i "ipnn <pt') !i>r o ! ">t" ; ' : " r '" : 
remove said tumroorpani^ y v.--- 

.11. L.y; j ti let :t •'■■■3 ut ' '• 

subjecting 'he resultant to vit^l i' cb on m ;j • f: 

remove impuritios. 

By the method of the present invention, phage 



F THE INV ENTION 

DNAs may be purified to high purity with high yield 
from a culture medium without conducting a cen- 
trifugation step. According to the method of the 
present invention, since the centrifugation steps is 
5 not necessary, the method may be automatized. 
Further, with the method of the present invention, 
toxic reagents are not necessary and the time 
required for the purification is shortened. 

ro BRIEF DESCRIPTION OF THE DRAWING 



The drawing shows an agarose gel elec- 
trophoresis pattern of a phage DNA purified by the 
method of the present invention together with an 
15 electrophoresis pattern of the phage DNA purified 
by the conventional method and an electrophoresis 
pattern of a commercially available phage DNA. 

BEST MODE FOR CARRYING OUT THE INVEN- 
20 TlON ~~ 



In the method of the present invention, a mix- 
ture containing microorganism cells and phage is 
treated. Representative example of such a mixture 
25 is a culture medium of a microorganism which is 
infected with a virus. The culture medium may be 
treated as it is by the method of the present 
invention. For example, a culture medium contain- 
ing M13 phage and E. coli in 2 x TY medium or 
30 the like may be treated by the method of the 
present invention. 

In the first step of the method of the present 
invention, the above-described mixture is filtered 
through a membrane filter so as to remove mi- 
ss croorganism cells. The pore size of the membrane 
filter used here may preferably be 0.45 - 0.22 ^m. 
The material constituting the membrane filter is not 

at all restricted. 

In the second step, the phage proteins in the 

,;o filtrate is decomposed and denatured. The decom- 
position and denaturation of the proteins may be 
carried out by treating the filtrate with a proteolytic 
enzyme such as Proteinase K. In this case, the 
concentration of the proteolytic enzyme may be 

-5 appropriately selected. When a culture medium 
containing M13 phage and £ coli is treated, the 
concentration of the proteolytic enzyme may usu- 
ally oc 0.001 0.5 mg/ml. As described later, it is 
l rcforror lo subject the filtrate to ultrafiltration he- 
1 ;( : > Jh ) roatnvsnt with a proteolytic enzyme and to 
H-1 s> ^ proteolytic enzyme to the phage; remained 
. i a linaiili-ation membrane, cilthougii thhi ut- 
i.afilirotion step is not required. 

Other than the treatment with a proteolytic en- 
zyme, the decomposition and denaturation of the 
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phage proteins may be carried out by treatment 
with an organic solvent, a surfactant or an alkali or 
by heat treatment or the like. More particularly, the 
step of decomposing and denaturing the proteins 
may be carried out by treating the protein with an 
organic solvent such as 30 - 100% methanol or 
ethanol. The separation of DNA and proteins may 
be attained by using a reagent which does not 
have a decomposing ability as strong as proteolytic 
enzymes or organic solvents, when a compara- 
tively simple phage is to be treated. For example, 
the decomposition and denaturation of proteins 
may be attained by treatment with a surfactant. 
Preferred examples of the surfactant include anion 
surfactants such as sodium lauryl sulfate (SDS). In 
case of using SDS, the concentration thereof may 
preferably be 0.01 - 1% by weight. Since proteins 
are weak to heat and nucleic acids such as DNAs 
are relatively strong to heat, heat may be utilized 
for the protein-nucleic acid separation. In this case, 
the heat treatment may preferably be carried out at 
a temperature of 80 - 100* C for 5 - 20 minutes. 
The decomposition and denaturation of the proteins 
may also be carried out by alkali treatment. Pre- 
ferred examples of the alkali include aqueous solu- 
tion of alkaline metal hydroxides with a concentra- 
tion of 0.1 - 1 N. 

The above-mentioned treatments may be car- 
ried out individually or in combination. By this step, 
proteins can be removed from the phage DNA. 

The resulting solution is then urtrafiltered. The 
ultrafiltration membrane used herein preferably has 
a fractionation molecular weight of 20,000 to 
1 000 000. If the molecular weight to be fractionat- 
ed is'smaller than this range, the efficiency of the 
removal of proteins is reduced. On the other hand, 
if the molecular weight is larger than this range, 
DNA may pass through the ultrafilter. The ultrafilter 
may be made of any material. For example, com- 
mercially available ultrafilters made of polysulfone 
may bo employed. After the ultrafiltration, by wash- 
ing the ultrafilter with an appropriate solution such 
as a buffer solution, the phage DNA may be recov- 
ered as a solution. To promote the yield of the 
phage DNA, it is preferred to wash the ultrafilter by 
passinq the solution through the ultrafilter. The 
solution to be used for washing the ultrafilter is not 
restricted. Widely used buffer solution:; such as 
IE-buffer (Tris-HCI buffer containing EDI A) may 
be employed as the solution for washing the ul- 
trafiHei By this ultrafiltration step, the proton «s and 
other Mipurife: .ire removed from the s»li*>n ob- 
tain* n the second .top. so that ;>ha<,e INA « 

n • rto n iv '>c: ..-a--r:x! -i '•«• " 
(iiai*/ niter tli* tir,l step as datcribx ibove. 
I lov/ov -r aftur the lira step, the ootaine I nltrato 
may t« subjected to ultrafiltration lo remove low 
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molecular components, thereby purifying the 
phage. In this case, the ultrafiltration may be car- 
ried out in the same manner as in the third step 
just described above. Further, if this ultrafiltration 
step is employed, the treatment for decomposing 
and denaturing the proteins in the second step 
may be carried out on the ultrafilter. and the ultrafil- 
tration in the third step may be carried out on the 
same ultrafilter. 

Example 

The invention will now be described by way of 
an example thereof. The example is presented for 
illustration purpose only and should not be inter- 
preted in any restrictive way. 

£ coli JM109 was inoculated to 2 x TY me- 
dium,' and then M13 phage was infected thereto. 
The medium was incubated at 37 C for 4 hours. 

The resulting culture medium was filtered 
through a membrane filter having a pore size of 
0 45 pm under a pressure with nitrogen gas. 

The obtained filtrate was subjected to ultrafil- 
tration through a ultrafilter having a fractionation 
molecular weight of 300,000 to remove low molec- 
ular weight components in the culture medium. To 
decompose the proteins of the phage, S ?Qlf\ solu- 
tion of proteinase K was placed on the ultrafilter, 
and the reaction was allowed to occur for 10 min- 
utes. 

The enzyme solution was removed under pres- 
sure and the ultrafilter was washed with TE buffer 
by passing through the buffer under pressure 
through the ultrafilter. Two hundred microliters of 
TE buffer was placed on the ultrafilter and the 
ultrafilter was shaken. Thereafter, the TE buffer was 
recovered by using a pipette. 

By this procedure, 2.5 xg of phage DNA was 
recovered from 2 ml of the culture medium. 

The thus obtained phage DNA was subjected 
to agarose gel electrophoresis according to a con- 
ventional method. As controls, commercially avail- 
able M13 phage DNA and the M13 phage DNA 
punned by the conventional purification method 
comprise polyethylene glycol precipitation and 
phenol extraction wers also subjected to agarose 
□el electrophoresis. 

' The results are snnw.i in the drawing. In .na 
drawing, lane 1 shows an electrophoresis patten o! 
molecular weight markers c:onsist.ng of MrvM di- 
gest of X phage, lam- " '.how* a" electrnphon 
pU<m. of commercially avatar Ml* phage 
single stranded DNA. lav* » "ows >n 

I,. (. .r /rii'-onsl pj* r:| P^"'' 1 " ■ 

ar,d p;wn.n extra*.*. n .«=; Ian-, r-mi. a u 
troplioresi-.; pattern ot Mr: phage i'NA pnrtol v, 
tho mothod of the; pres-.ent invention 
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As is apparent from the drawing, it was con- 
firmed that the phage DNA was purified to high 
purity by the method of the present invention. 

Although the present invention was described 
by way of preferred embodiment thereof, it is ap- 
parent for those skilled in the art that various modi- 
fications may be made without departing from the 
spirit and scope of the present invention. 

Claims 

1. A method for purifying phage DNA comprising, 
in the order mentioned, the steps of: 

filtering a mixture containing microorganism 
cells and phage through a membrane filter to 
obtain a filtrate, so as to remove the said 
microorganism cells; 

decomposing and denaturing phage proteins in 
the said filtrate; and 

subjecting the resultant to ultrafiltration so as 
to remove impurities. 

2. A method as claimed in Claim \, characterised 
in that the pore size of the said membrane 
filter is 0.45 to 0.22 ^m. 

3. A method as claimed in Claim 1 or Claim 2 
characterised in that the molecular weight to 
be fractionated by the said ultrafiltration is in 
the range 20,000 to 1,000,000. 
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4. A method as claimed in Claim 1, 2 or 3 
characterised in that the step of decomposing 
and denaturing phage proteins is carried out 

by treating the said phage proteins with a as 
proteolytic enzyme. 

5. A method as claimed in Claim 1, 2, 3 or 4 
characterised in that it further comprises the 

step of ultrafiltration of the said filtrate obtained *o 
in the first step from the membrane filter be- 
fore the said step of decomposing and de- 
naturing the phage proteins. 
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